. Effect of Dysbindin overexpression and knockdown on SRF signaling in Cardiomyocytes. (A) Dysbindin expression was determined in NRVCMs infected with Ad-LacZ as a control or Ad-Dysbindin for overexpression of Dysbindin. n = 6. (B) Dysbindin-mediated dose-dependent activation of SRF signaling was studied using increased infectious units of Ad-Dysbindin virus (5/10/15/50 ifu). Ad-GFP was used to maintain the equal load of virus in all sets of experiments. n = 6. (C) Dysbindin-mediated dose-dependent activation of SRF signaling same as in Fig. 2 B, except Ad-LacZ was used as a control virus. n = 6. (D) Effect of Myozap and Dysbindin on Luciferase activity determined by SRF-RE firefly luciferase reporter assay in C2C12 cells. Plasmids encoding Dysbindin, Myozap, and Renilla luciferase were transfected into C2C12 cells stably expressing SRF-RE reporter firefly luciferase. Empty vector was used as a negative control. Data shown are means of two independent experiments performed in hexaplicates. (E and F) Down-regulation of Dysbindin expression was confirmed in Dysbindin siRNA-transfected compared with the control siRNA-transfected NRVCMs by qRT-PCR using two independent siRNAs obtained from two different providers: siRNA denoted as set 1 is obtained from Santa Cruz Biotechnology, Inc. (E), and siRNA denoted set 2 is obtained from Ambion (F). (G) Effect of siRNA-mediated Dysbindin knockdown in the presence or absence of Myozap and RhoA on luciferase activity determined by SRF-RE firefly luciferase reporter assay in NRVCMs. Various adenoviruses expressing Myozap, RhoA, SRF-RE reporter based firefly luciferase (Ad-SRF-luc), and Renilla luciferase (Ad-Renilla, control) were used. Adenovirus expressing -galactosidase (Ad-LacZ) was used as a control or to maintain the equal quantity of infected virus. Virus loads used were 20 ifu Ad-Myozap, 20 ifu Ad-RhoA, 10 ifu Ad-SRF-luciferase, and 10 ifu Ad-Renilla in different combinations as shown in the figure. n = 6. Statistical significance was determined using two-tailed Student's t test or by two-way ANOVA. Dys, Dysbindin; Cont, control. Error bars show means ± SEM. *, P < 0.05; **, P < 0.01; *** P < 0.001. . Images were captured on Keyence microscope, and cell surface area was measured using MacroCellCount analyzer as detailed in the Materials and methods. Statistical significance was determined using two-tailed Student's t test or by one/two-way ANOVA. Dys, Dysbindin; Cont, control. Error bars show means ± SEM. *, P < 0.05; **, P < 0.01; ***, P < 0.001. Figure S4 . Effect of C3 transferase and its point mutant E174Q on cell surface area. C3 transferase and its point mutant (E174Q) were purified as recombinant GST fusion proteins in E. coli TG1 cells and used to study its effect on the cell surface area in the absence or presence of Dysbindin overexpression. NRVCMs were either infected with Ad-LacZ as a control or with Ad-Dysbindin. Images were captured on Keyence microscope, and cell surface area was measured using MacroCellCount analyzer as detailed in the Materials and methods. Statistical significance was determined using one-way ANOVA. Error bars show means ± SEM. **, P < 0.01; ***, P < 0.001. Table S1 . Primers used for the cloning of full-length or different fragments of mouse Dysbindin 
